Background: Colostrum is the first secretion produced by mammary glands during the hours immediately preceding and succeeding parturition. This secretion differs from milk and represents an essential vehicle of passive immunity, prebiotic compounds and growth factors involved in intestinal development. Most of the literature concerning colostrum composition refers mainly to human and cow; and little is known about pig colostrum metabolome and how it varies between pig breeds and different farrowing parity. Thus, the aim of the present research is to provide new information about pig colostrum composition and the associations between metabolites, the sows' breed and the survival and growth rates of their litters. Results: Colostrum samples were gathered from 58 parturitions of sows belonging to three different breeds chosen for their importance in Italian heavy pig production: 31 Large White, 15 Landrace and 12 Duroc respectively. The defatted and ultrafiltered colostrum samples were analysed using
Background
The pre-weaning litter environment has been proven to affect pigs' development and performances during later life [1] and in particular colostrum intake, coupled with birth weight, was found to influence piglets' growth and mortality [2] [3] [4] . Colostrum provides new-borns with energy and passive immunity [5, 6] : in particular, most of the literature concerns the effects of the different immunoglobulins on piglets' health and survival capacities [7] [8] [9] . Studies on human and bovine colostrum suggested important roles in new-borns' health also for other bioactive molecules, such as nucleotides, oligosaccharides, organic acids and peptides [10] [11] [12] , but little is known about the presence of these metabolites in sows' colostrum and their association with piglets' performances. Furthermore, to date little or no information about pig breed influence on colostrum composition is available and most of the knowledge about metabolites composition of swine colostrum was produced on samples gathered after farrowing induction, that may alter colostrum composition [13] . In this study, 58 colostrum samples were collected during a natural parturition with the aims i) to analyse through a 1 H-NMR-based metabolomics approach the colostrum compounds with a maximum 10 kDa molecular weight in three pig breeds, ii) to evaluate breed and season effects on the colostrum composition, iii) to test the associations between the identified metabolites, the sow reproductive performance, and the piglets' survival and growth rates at day three after birth.
Methods

Animals and sampling
Colostrum samples were collected from 58 farrowings of pure breed sows: 12 from Duroc (D), 15 from Landrace (L) and 31 from Large White (LW) sows. The number of samples collected per breed reflected the different numbers of individuals reared in Italy for these three pig breeds. All sows were raised in the same commercial farm from May 2014 to August 2015, under the same indoor environmental conditions with an automated system to control temperature and relative humidity. Following the EU rules to guarantee pig welfare, from the fourth week post insemination, the sows were kept in groups of 10 and fed twice a day with 2.5 kg of the same flour mash diet (Table 1) . Five days before the farrowing, the sows were moved into the farrowing room and housed in single cages, fed twice a day until farrowing with the same diet. Sows had free access to water along all the experimental period. For this trial, we have considered exclusively sows that were not treated with antibiotics and medical products during gestation and lactation periods.
Farrowing was not induced, and the colostrum sampling was carried out during natural parturition, after the birth of the first piglet and before the parturition of the last, across all teats. Furthermore, the sows that showed long parturitions or required farrowing induction were excluded from the sampling, in order to avoid possible confounds of colostrum variations. All samples were immediately frozen at − 20°C and then stored at − 80°C until the samples preparation for 1 H-NMR analysis. The parity, the date and the season of the farrowing and the reproductive performance data were recorded for each sow. The number of alive piglets and the litter body weight (LBW) were recorded at birth and at d 3, cleansed of the weight of the dead piglets. The litter weight gain (LWG) was then calculated for the period from birth to d 3. Furthermore, the number of weaners per litter was recorded as well as the occurrence of diarrhea during suckling (1 = presence of diarrhea events from piglets' birth until weaning, 0 = absence of diarrhea event).
Colostrum preparation for 1 H-NMR analysis
Colostrum was thawed, carefully mixed by inversion, and 15 mL of each colostrum sample was diluted 1:1 with pure water. To each diluted sample, 0.02% of sodium azide was added, to inhibit bacterial growth during the sample preparation. Then the sample was defatted through a centrifugation at 4°C for 30 min at 1,500 × g. The aqueous phase was transferred to a clean Falcon tube avoiding the outer layer of fat, and centrifuged again; this procedure was repeated three times. 5 mL of the obtained aqueous phase was then transferred in Amicon Ultra 10 kDa membrane centrifugal filters (Merck Millipore, Merck KGaA, Darmstadt, Germany) and filtered by centrifugation at room temperature for 90 min at 5,500 × g. This step was needed to eliminate immunoglobulins and other proteins with high molecular weight. The eluted sample was then weighted and lyophilized and stored in a dry environment at room temperature until analyses.
H-NMR measurements
At the time of sample processing, for each milligram of the lyophilized sample, 250 μL distilled water was added. H-NMR spectra were recorded at 298 K with an AVANCE spectrometer (Bruker BioSpin, Karlsruhe, Germany) operating at a frequency of 600.13 MHz, equipped with an autosampler with 60 holders. The HOD residual signal was suppressed by applying the NOESYGPPR1D sequence (a standard pulse sequence included in the Bruker library) incorporating the first increment of the NOESY pulse sequence and a spoil gradient. Each spectrum was acquired using 32 K data points over a 7,211.54 Hz spectral width (12 ppm) and adding 256 transients. A recycle delay of 5 s and a 90°pulse of 11.4 μs were set up. Acquisition time (2.27 s) and recycle delay was adjusted to be 5 times longer than the longitudinal relaxation time of the protons under investigation, which has been no longer than 1.4 s. The data were Fourier transformed and phase and baseline corrections were automatically performed using TopSpin software, version 3.0 (Bruker BioSpin, Karlsruhe, Germany). Signals were assigned through a combination of literature assignments and by the use of a multimedia library included in Chenomx NMR Suite 8.2 professional software (Chenomx, Edmonton, Alberta, Canada).
Data analysis
Sows were grouped according to the parity order: from 1 to 3 (PO1; 27 sows) and parities equal to or higher than 4 (PO2; 31 sows). The parturition season was also taken into account and was assigned as follows: The data collected about piglets' performances were analysed using an analysis of variance (ANOVA) with the aim to identify possible differences linked to sows' breed.
Statistical analyses on spectra data were performed using R computational language (ver. 3.1.2) [14] and MATLAB (ver R2014b, MathWorks Inc.). Each 1 H-NMR spectrum was processed by means of scripts developed in-house as follows: spectrum baseline was adjusted by employing the signals identification algorithm named "baseline.peakDetection" from R (version 3.1.2) package "Baseline" (https://cran.r-project.org/web/ packages/baseline/index.html).
Chemical shift referencing was performed by setting the TMSP signal to 0.00 ppm. The following spectral regions were removed prior to data analysis: the regions including only noise (the spectrum edges between 11.00 and 8.65 ppm and between 0.15 and − 1.00 ppm), the 1 H-NMR signal which is strongly affected by the residual solvent signals (water, between 4.90 and 4.50 ppm) and the glycerol's signals from 3.82 and 3.76 ppm, from 3.69 and 3.63 ppm and from 3.60 and 3.54 ppm. Spectra were then normalized by means of probabilistic quotient normalization method (PQN) [15] and binned. The first normalization operation is aimed at removing possible dilution effects. The second one avoids the effect of signals misalignments among different spectra due to variations in chemical shift of signals belonging to some titratable acids. The binning operation is performed by subdividing the spectra into 369 bins, each integrating 120 data points (0.0219 ppm each). In order to focus on the real information contained in the spectra, bins that had an average higher value than noise were selected. In this way, a total of 201 bins were kept.
The spectra obtained were then analysed through an unsupervised multivariate approach using PCA. The PCA was conducted on the 201 bins matrix to identify the outlier samples and test the existence variables contributing to samples clustering. The multivariate models were calculated and the results were visualized on both scores and loadings' plot. In order to determine the spectral regions encompassing most of the discriminative information, bins with a loading value greater than 1% of the overall standard deviation of all loading values were selected. The identified metabolites were grouped in a new dataset named C-dataset. The C-dataset was used to conduct an ANOVA with the aim to confirm if the amounts of the identified compounds were influenced by the effects of breed and farrowing season identified with the PCA and parity order. The model utilized for this analysis was:
Where: β0 was the intercept; βp was the corresponding regression coefficient; y was the amount of each identified metabolite; b was the sow breed (LW; D; LA); s was the farrowing season (1; 2; 3; 4); o was the parity order (PO1; PO2); n was the number of piglets born alive per litter; b×s was the interaction between breed and season; E was the error. This first part was conducted to test if sows' breed influences colostrum profile and if in addition to breed there are other "environmental" variables affecting colostrum quality (such as the farrowing season, the parity order or the litter size).
Then, a Stepwise Regression analysis was used to select, among the metabolites included in the C-dataset and sows' reproductive performances, the variables that influenced the LWG, the number of dead piglets from birth until d 3 or the number of piglets dead from day 3 to weaning. This statistical analysis involves starting with no variables in the model and adding gradually each metabolite and sow reproductive parameter (the litter weight and the number of alive piglets at birth) to evaluate which one of the colostrum identified compounds and sows' reproductive abilities most influenced the piglets' survival and growth. The results obtained from the Stepwise Regression analysis were then confirmed through Generalized Linear Model (GLM). The GLM model for LWG included the sows' breed, the average piglet's weight at birth and the interaction between sows' breed and acetate as fixed effects. The GLM model for the number of dead piglets from birth until day three included the sows' breed, the number of alive piglets at birth, the interaction between sows' breed and dimethylamine and the interaction between sows' breed and taurine as fixed effects. For the number of weaned piglets the GLM model included as fixed factors the sows breed, the number of alive piglets at birth, the interaction between sows' breed and cis-aconitate.
Finally, all the variables that did not show an effect on the dependent variables were removed from the model and only the significant effects were maintained.
The prcomp function of R environment was used to perform the PCA analysis on bins matrix [16] . The ANOVA analysis, the Stepwise Regression analysis, and the regression model were carried out on SAS software using PROC REG and PROC GLM respectively (SAS® 9.4, SAS Inst. Inc., Cary, NC). Results were considered significant at P ≤ 0.05 and tendencies at 0.05 ≤ P ≤ 0.10. Table 2 detailed the data about sows, litters and piglets included in the study. D sows had on average a lower number of piglets born alive per litter (8.92 ± 2.28) with respect to L (12.60 ± 1.72) and LW (11.90 ± 2.26) (P < 0.0001), while the new-borns of L and LW breeds presented a lower weight at birth (1.38 ± 0.15 kg and 1.43 ± 0.16 kg, respectively) compared to D piglets (on average 1.59 ± 0.23 kg) (P = 0.007).
Results
Dataset description
Colostrum spectra Figure 1 shows a 1 H-NMR profile of defatted and ultrafiltered sow colostrum. The 1 H spectrum is mainly dominated by the carbohydrate signals overlapping in the midfield region between 3.49 and 4.49 ppm (Fig. 1b) . Those belong to lactose and nucleotides sugars such as UDP-glucose and UDP-galactose and nucleotide as UMP. Amino acids mainly fall in the upfield region, between 0.99 and 3.49 ppm, together with the signals of organic acids (Fig. 1a) and creatine (3.04-3.05 ppm). In this part of the spectrum fall also signals from threonine and lactic acid (both at 1.33 ppm), alanine (1.49 ppm), acetic acid (1.92 ppm), succinic acid (2.41 ppm) and citric acid (2.54 and 2.67 ppm). Finally, in the downfield region (Fig. 1c) signals of different phenolic compounds can be observed, but in this case, only formic acid was assigned (8.4 ppm), together with signals from the nucleotide sugars UDP-glucose and UDP-galactose (5.5-6 ppm, 7.9-8 ppm) and UMP (8.1 ppm, 5.98-5.99 ppm, 4.42 ppm) as listed in Table 3 . The 25 compounds have been identified through a combination of literature assignments [17] and by the use of a multimedia library included in Chenomx NMR Suite 8.2 professional software (Chenomx, Edmonton, Alberta, Canada).
Factors affecting colostrum composition
After alignment, normalization and binning, the dataset contained 58 colostrum spectra characterized by 201 bins and PCA was applied on it to investigate differences on the metabolome between groups. In the total colostrum spectra, no PCA clustering for sow's parity order was identified (data not shown). Figure 2a and b show that samples clustered on PC1-PC2 due to the effect of the sow breeds (Fig. 2a) and on PC2-PC3 due to the farrowing seasons (Fig. 2b) . The PC1 explained the 81% of the total variance and separated the colostrum spectra of D and LW, while PC2 (10% of the variance) discriminated the L colostrum composition into two clusters. The PC2 together with the PC3 explained the 14% of the total variance. This plot highlights the season effect, in particular along PC2 where differences in the colostrum spectra due to seasons 1 and 4 (winter-autumn) against season 2 and 3 (spring-summer) are visible. The weighting of each variable (bin) is represented by the loadings plot in Fig. 2c and d in which are displayed the loadings from PC1 and PC2 respectively as a bar plot, where each bar corresponds to a single spectral variable (bin). The main bins accounting for the spectral differentiation and their relative chemical shift were listed in the Additional file 1: Table S1 (SS1). As emerging from the SS1 table, most of the signals included in these discriminant bins were assigned to the corresponding metabolites. The C-dataset, which was used for the following statistical analyses, resulted as being composed of 25 metabolites, listed in Table 3 .
The parity, breed and season effects on colostrum composition were then confirmed through the ANOVA analysis on the identified metabolites described in the Cdataset, and the results are reported in Table 4 . Sows' parity order and the interaction between sows' breed and season did not show significant associations with the metabolites amount, while the number of piglets born alive showed few significant associations (P < 0.05 only for N-acetilglucosamine and UDP-glucose -data not shown). Table 4 , reports the P values for breed and season, which showed the strongest effects on ultrafiltered colostrum metabolome. Indeed, the amounts of lactose, UDP-glucose, glycolate and UDP-galactose were strongly associated to breed (P < 0.001), citrate and N-acetilglucosamine showed breed-related differences (P < 0.01), as well as alanine, succinate, creatine, creatine phosphate, cis-aconitate, O-acetylcholine, sn-glycerophosphocholine, UDP-N-acetilglucosamine, taurine and myo-inositol (P < 0.05). In particular, the colostrum of L samples showed upper signals for UDPglucose, UDP-galactose and sn-glycerophosphocholine compared to the other two breeds, while LW colostrum was characterized by a greater quantity of lactose, taurine, myo-inositol and glycolate than L and D colostrum. Season as well explained a significant part of the variations observed for acetate, dimethylamine, creatine phosphate, creatinine, cis-aconitate, glycolate and formate (P < 0.001), for creatine, taurine, UDP-galactose and UMP (P < 0.01) and for alanine (P < 0.05).
Factors affecting litter performances
The Stepwise Regression analysis revealed that, in addition to the influence of sows' reproductive performances (the litter weight and the number of alive piglets at birth), some specific metabolites can be associated to piglets' survival and growth parameters (Table 5 ). In particular, the litter weight at birth and the concentration of acetate significantly entered in the model for LWG (P < 0.0001 and P = 0.002, respectively); the higher number of alive piglets at birth and the increased concentration of colostrum cisaconitate were associated with the number of weaned piglets (P < 0.0001 and P = 0.019, respectively), while dimethylamine (P = 0.0002) and taurine (P = 0.013) entered as variables in the model for the number of dead piglets per litter at d 3. There was no influence of farrowing season and parity order on LWG, the number of weaned pigs or the number of dead piglets at d 3.
The outcomes of the Stepwise Regression analysis were then tested with the GLM, and the results reported in Table 6 . Both the higher average piglets' weight at birth (P < 0.0001) and the interaction between H-NMR spectrum of aqueous extract of colostrum. The spectrum has been split into three parts for the sake of clarity. Some resonances have been assigned by using Chenomx software and listed in Table 3 : a Aliphatic or upfield region; b Carbohydrate or midfield region, characterized by the presence of signals belonging to sugars and glycerol and c Aromatic region or downfield region breed and colostrum acetate concentration (P = 0.013) positively affected the LWG (Table 6 ). The number of alive piglets at birth (P = 0.004) and the interaction between cis-aconitate colostrum content and breed (P = 0.008) were significantly associated with the number of weaned piglets, while the effect of breed alone presented a trend towards significance (P = 0.061). In addition, the number of dead piglets at d 3 was related to breed (P = 0.026), to the interaction between the concentration of dimethylamine and breed (P = 0.001), to the interaction between taurine concentration and breed (P = 0.036) and to the number of alive piglets at birth (P = 0.031).
Discussion
This is the first study describing in three pig breeds the defatted colostrum metabolome profile < 10 kDa, the factors underlying its composition and the associations between colostrum metabolites and litter's growth and survival parameters during suckling.
The three breeds showed different reproductive abilities in accordance with the literature [17, 18] , with L and LW sows exhibiting a higher average number of piglets alive at birth compared to D sows. These differences between breeds are also visible at the colostrum composition level [19, 20] : considering the whole spectrum, the colostrum composition of L sows showed to be mainly affected by season (explained by PC2), while LW and D breeds displayed clustering tendency for PC1, with the colostrum lactose amount explaining most of the colostrum composition differences between breeds according to [20] . In particular, LW breed samples presented higher values of lactose according to [20] . Lactose concentration in cow milk is commonly associated with the health status of the mammary gland, as higher lactose concentrations are positively correlated to healthier mammary glands and low amounts of this sugar indicate the existence of intramammary infections [21] . Considering the data provided by the present work, it is not possible to support the same association in lactating sows, due to the absence of reference value for sow milk and colostrum.
Furthermore, the obtained colostrum spectra were affected also by the farrowing season: the samples gathered during winter and autumn exhibited differences in colostrum compositions with respect to colostrum secreted during spring and summer. These differences could be ascribed to the environmental conditions affecting sows' performances. Indeed, even if the sows were reared in temperature-controlled and humiditycontrolled environment, heat stress may occur in hotter months and is an important factor that must be taken into account when dealing with results obtained in the Mediterranean areas. Compounds such as acetate, which showed to be more abundant during cold seasons, may reflect the different energy requirements of sows during cold months. Acetate is of particular interest for milk composition as it is a precursor of the fat synthesized in mammary glands [22] and it could be the product of fermentations taking place in sows' hindgut.
In addition, farrowing season affected also the creatine pathway: in particular, creatine and creatine-phosphate amounts during the period ranging from September to February were significantly lower than in spring and summer; on the contrary, creatinine was higher during the same period. Creatine is an important nutrient for the new-born, as it functions as high-energy phosphate buffer and it is essential in tissues with a high energy demand such as muscle and brain [23] . In mice, it has been shown that milk creatine is extracted from the circulating plasma by the mammary gland, which conversely has little or no capacity to synthesize creatine [24] . No research data are available for sow colostrum, but it can be assumed that also in this case variations in colostrum may reflect variations in blood creatine concentration. Here the variations in the ratio creatine and creatine-phosphate to creatinine may have resulted from a higher degradation of the first two compounds into creatinine during the hotter season. The increasing amount of creatinine level is in general associated with a higher mobilization of stored proteins and indirectly with fat and lean levels in the body mass [25] . A recent [26] associated an increased amount of blood creatinine on the 1 st day of lactation with lower feeding levels in sows during late gestation period. However, we could not control feed intake in the days before farrowing thus we do not have information regarding its variations according to the season. Therefore, further research is necessary to explain variations of creatine and related compounds in colostrum.
Some of the identified compounds were associated with litter weight gain during the first three days of life and to piglets' survival rates at d 3 and at weaning. In particular, we suppose that the positive effect of acetate on LWG could be linked to the multiple metabolic roles played by this compound, which can be used as energy source by gut mucosa (in particular by colonocytes), as a substrate for the synthesis of cholesterol and long-chain fatty acids [27] , and may also stimulate adipogenesis [28] . Additionally, taurine colostrum concentration showed a positive correlation with piglets' survival rate at three days of life. Taurine was already proven to play a critical role in neonatal development, including the development of the central nervous system and other tissues [29, 30] . Furthermore, taurine represents also an important factor in dietary fat absorption. Indeed, this organic compound is involved in conjugating bile acids, which are extremely important for the absorption of fat in infants [31] . Thus, taurine content in sows' colostrum may play an essential role for fat digestion and absorption in piglets, similarly to what was observed in humans [32] , showing beneficial effects on piglets' development and energy supply and decreasing the number of dead. As regards the number of dead piglets at three days of life, this performance was positively associated with higher concentration of dimethylamine secreted in colostrum. Dimethylamine is a nitrogenous product, synthesised by bacterial action by the catabolism of trimethylamine or by the metabolism of choline and choline-containing phosphatides. In the literature, dimethylamine was found in sows' serum [33] , and in human milk [34] , suggesting that dimethylamine can pass from mother's serum to milk (and colostrum). Literature is lacking of studies on the effects of dimethylamine in newborn piglets; anyway it is generally accepted that this compound may have genotoxic [35] and irritant effects on mucosae [36] , together with lethargy and coordination disorders in animals [37] . Certainly these results refer to prolonged periods of dimethylamine exposure, but it is also reasonable that sows secreting higher contents of dimethylamine in colostrum coupled with the weakness status of piglets at birth could have led to higher numbers of lethargic piglets, resulting in increased losses during the first three days of life.
Similarly to dimethylamine, also cis-aconitate was negatively associated with piglets' survival capacity from birth to weaning. cis-Aconitate is an intermediate of the tricarboxylic acid (TCA) cycle that regulates the energy metabolism and is the result of the reversible isomerization of citrate to isocitrate via M-aconitase enzyme activity [38] . Literature is largely lacking studies about cis-aconitate effects in piglets, but in humans found that increased number of fetal malformation cases was associated with higher levels of cis-aconitate in mothers' serum [39] . Nevertheless, we have not observed foetal malformations in the considered litters. Additionally, another hypothesis can be formulated considering that TCA cycle intermediate metabolites function as metabolic checkpoints for the activation of lipopolysaccharide response genes, such as hypoxia-inducible factor 1-alpha (HIF1A), interleukin 1 beta (IL1B) and immune responsive gene 1 (IRG1) [40] . In particular, in M1 macrophages (that are stimulated for a rapid response against inflammation and pathogens) some breaks in Krebs cycle occur: one of them consists in a redirection of citrate towards the production of itaconic acid (whose intermediate is cis-aconitate) [41] . Thus, higher contents of cis-aconitate in colostrum may be associated to the existence of immune response in sows, suggesting that also their litters may have been exposed to the same pathogens, causing more deaths in the first three days of life.
Conclusions
In conclusion, this study demonstrates that colostrum metabolome is greatly affected by breed and, in particular, Duroc sows showed colostrum compositions unlike any other. This result agrees with the generally accepted view that the differences among Duroc and white coated pig breeds may originate from distinct genetic origins, and consequently, suggests that further genetic studies may help to explain the variations found among breeds in colostrum compositions. From the observation of the results obtained it can be suggested that the different temperatures occurring during the year affect sows' metabolism and, in turn, can also affect colostrum composition. Among the identified metabolites, acetate and taurine showed their positive effects on piglets' performances from birth to day three of age and on piglets' survival rate, while dimethylamine and cis-aconitate exerted a negative influence on the new-borns' capacity to survive. This research represents a preliminary step towards the knowledge of pig colostrum composition and it is one of the first studies focusing on the associations between different swine colostrum compositions and litter performances. Further investigations are needed to extend the identification of the different compounds in swine colostrum and to elucidate their effects on new-borns and on piglets during the post-weaning period. Furthermore, the possible interaction between sows' feeding and microbiota in the modulation of colostrum metabolome deserves further investigations.
Additional file
Additional file 1: 
